. Sequences of SmgGDS-607 and SmgGDS-558 indicating the nuclear export sequence (NES, aa 4-13) (1) and putative armadillo (ARM) repeats (A -M). The sequences of SmgGDS-607 and SmgGDS-558 are identical except that ARM repeat C (asterisk) is present in SmgGDS-607 but absent in SmgGDS-558. The ARM repeats are identified based on the algorithm defined by Andrade et al. (2) . According to this algorithm, each ARM repeat contains a highly conserved glycine (boxed and shaded) with a conserved valine, isoleucine, or leucine (double underline and shaded) located 4 residues before the conserved glycine, and additional hydrophobic residues (usually leucine, single underline and shaded) located 8 residues after the conserved glycine. A highly conserved hydrophilic residue (usually asparagine, wavy underline and shaded) is located 27 residues after the glycine. Some of the indicated ARM repeats were also identified by PFAM or SMART domain analysis. After 24 h, cell lysates were subjected to ECL-Western blotting using antibodies to HA, Flag, GAPDH, or myc. (B) HEK-293T cells were transfected with a cDNA encoding SmgGDS-607-HA, SmgGDS-558-HA, the HA vector, or the indicated GEF for Rap1, plus a cDNA encoding myc-DNRap1A (odd numbered lanes) or myc-DN-Rap1A-SAAX (even numbered lanes). Cell lysates were prepared after 24 hours. An aliquot was retained for total cell lysates (lower panel), then the remainder was immunoprecipitated with myc antibody (upper panel). The immunoprecipitates and cell lysates were subjected to ECL-Western blotting using HA antibody (WB: HA), flag antibody (WB: Flag), myc antibody, and GAPDH (as a loading control). Exposure times for the ECL-Western blots are indicated and were selected to show the detected proteins in the linear range of the chemiluminescence reaction. Results are representative of at least two independent experiments.
